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Plasmonic zero mode waveguide for highly
conﬁned and enhanced ﬂuorescence emission†
Paolo Ponzellini,‡ Xavier Zambrana-Puyalto,‡ Nicolò Maccaferri, Luca Lanzanò,
Francesco De Angelis and Denis Garoli *
We fabricate a plasmonic nanoslot that is capable of performing enhanced single molecule detection at
10 μM concentrations. The nanoslot combines the tiny detection volume of a zero-mode waveguide and
the ﬁeld enhancement of a plasmonic nanohole. The nanoslot is fabricated on a bi-metallic ﬁlm formed
by the sequential deposition of gold and aluminum on a transparent substrate. Simulations of the struc-
ture yield an average near-ﬁeld intensity enhancement of two orders of magnitude at its resonant fre-
quency. Experimentally, we measure the ﬂuorescence stemming from the nanoslot and compare it with
that of a standard aluminum zero-mode waveguide. We also compare the detection volume for both
structures. We observe that while both structures have a similar detection volume, the nanoslot yields a
25-fold ﬂuorescence enhancement.
Introduction
Single-molecule fluorescence1–7 has been successfully applied
to many areas of biomedicine, including DNA sequencing,8,9
diagnostics,10 and molecular biology.11 In particular, in the
field of next generation sequencing (NGS), single molecule
fluorescence detection is the technique at the core of commer-
cially available devices.8,12,13 One of the most frequently used
platforms for single molecule sequencing is based on zero-
mode waveguides (ZMWs).14–16 These ZMWs consist of nano-
metric holes, usually fabricated in an aluminum film. The key
design principle of a ZMW is a confined electromagnetic field
at the bottom of the nanoholes. Given a certain illumination,
the only molecules that feel the light field are the ones located
at the bottom of the nanoholes. The rest of the molecules do
not feel the light field, due to the screening of the metallic
film. As a result, the only fluorophores that can be detected are
the ones located in the tiny volume at the bottom of the hole.
A ZMW reduces the detection volume by 3 to 6 orders of mag-
nitude, from 10−15 (with a standard confocal microscope) to
10−18–10−21 liter, allowing for single-molecule detection.
ZMWs of diﬀerent shapes17–23 have been designed for
single-molecule studies but in most of the cases the confined
field at the bottom of the hole presents no significant
enhancement. In contrast, optical nanoslots fabricated on
Ag or Au films24–32 are known to provide both electric field
and fluorescence enhancement (FE). Looking for a structure
that combines the advantages of both the ZMWs and the
optical nanoslots, Zhao and co-workers proposed an alterna-
tive solution.33 They designed a rectangular optical hollow
nanoslot on a bilayer of consecutive gold and aluminum films.
Then, they theoretically demonstrated that the bilayer con-
figuration replicates the field confinement obtained in alumi-
num ZMWs but with a significant light field enhancement.
That is, these nanoslots conjugate the advantages of a ZMW
with those of a plasmonic slot: they behave as plasmonic
ZMWs. On the one hand, the noise is reduced by avoiding the
excitation of molecules that are not at the bottom of the plas-
monic ZMW. On the other hand, a hotspot at the bottom of
the slot enhances the absorption of the fluorescent molecules
in that region.
Inspired by the design proposed by Zhao et al.,33 we have
fabricated bilayer nanoslots on a Au–Al substrate. We have
simulated their behavior under a plane wave excitation, and we
have experimentally measured their FE as well as their detec-
tion volume. We have observed that the fabrication of the plas-
monic ZMW proposed by Zhao et al.33 is challenging with stan-
dard nanofabrication tools. We did not manage to fabricate
plasmonic ZMWs with vertical walls. Instead, the walls of the
slot had a flared shape. We have theoretically verified that the
flared shape red-shifts the spectral behavior of the slot. Then,
we have characterized the plasmonic ZMW using fluorescence
correlation spectroscopy (FCS). Compared to the confocal
volume, we have measured a reduction of the detection
volume by a factor 105. This detection volume reduction allows
for a fluorescence detection at the single molecule level with
†Electronic supplementary information (ESI) available. See DOI: 10.1039/
c8nr04103b
‡Equally contribution.
Istituto Italiano di Tecnologia, Via Morego 30, 16163 Genova, Italy.
E-mail: denis.garoli@iit.it
17362 | Nanoscale, 2018, 10, 17362–17369 This journal is © The Royal Society of Chemistry 2018
O
pe
n 
A
cc
es
s A
rti
cl
e.
 P
ub
lis
he
d 
on
 1
0 
Se
pt
em
be
r 2
01
8.
 D
ow
nl
oa
de
d 
on
 2
/2
7/
20
19
 9
:5
6:
32
 P
M
. 
 
Th
is 
ar
tic
le
 is
 li
ce
ns
ed
 u
nd
er
 a
 C
re
at
iv
e 
Co
m
m
on
s A
ttr
ib
ut
io
n 
3.
0 
U
np
or
te
d 
Li
ce
nc
e.
View Article Online
View Journal  | View Issue
μM concentrations, which are typical of many biological
phenomena.34 Still using FCS, we have obtained a 25-fold FE
for an illumination wavelength of 676 nm, the wavelength for
which our ideal structures are theoretically optimized.
The outlined results demonstrate that the proposed design
improves the performance of ZMWs for fluorescence
spectroscopy at the single molecule level. Furthermore, the
spectral simulations suggest that the plasmonic ZMW has a
broadband behavior, thus making it useful for multiple colors
applications, such as FRET spectroscopy.35
Results and discussion
The experimental verification of the design proposed by Zhao
et al.33 (Fig. 1a) started with the fabrication of the two struc-
tures: a standard Al ZMW and a bilayer Au–Al nanoslot. The
preparation of 40 nm wide structures into a 150 nm thick
metallic film can be done following diﬀerent strategies such as
electron beam lithography and lift-oﬀ, or direct milling of the
structure by means of focused ion beam (FIB). We have not
used the first method, since it presents some diﬃculties
during the lift-oﬀ process, due to the high transverse aspect-
ratio and the small dimensions of the structures. Instead, FIB
allows for a rapid preparation of the nanoslots by directly
milling into the bilayer film. An intrinsic drawback of FIB
milling is the unavoidable flared shape of the fabricated slots.
The two cross sections depicted in Fig. 1(b and d) show this
phenomenon for the two fabricated structures. A second issue
related to FIB regards the milling depth. The milling time
needs to be well calibrated to prevent the FIB ions from dama-
ging the glass underneath the sample. Several cross sections
with various milling parameters were performed for calibrating
the milling time. These cross sections also allowed us to come
up with the correct design dimensions for the transverse
section. Once the milling parameters were calibrated, we
searched for the best performing nanoslots and ZMWs. For
this purpose, we fabricated (and measured, as described
below) parametric samples, with Au–Al nanoslots and Al
ZMWs of various dimensions. The results of this optimization
are summarized below (see Fig. 4). The details of the fabrica-
tion process by means of FIB are reported in Methods, while
the actual shape of the milled structures is shown in Fig. 1(a –
inset and c).
We also fabricated Ag–Al nanoslots to benefit from the plas-
monic properties of silver (Ag). However, we observed that the
Ag–Al bi-layer was unstable when it got in contact with the
fluorophore solution, thus preventing us from doing consist-
ent measurements.
The details about the Ag–Al nanoslot design, fabrication
and measurements issues are given in the ESI.† In Fig. 2, we
compare the ZMWs that have been fabricated for this work,
and the ideal-type of structures reported in ref. 33. The
simulations in ref. 33 regard ideal structures, with vertical
walls. Here we consider geometric configurations with both
vertical and tilted walls.
The latter configuration, as previously reported, models the
fabricated structures with the FIB. Both the ideal and fabri-
cated geometries are shown in the top panels of Fig. 2a–d for
the rectangular Au–Al and circular Al ZMWs respectively.
In the bottom panels of Fig. 2a–d we depict the near-field
intensity distribution for the ideal and fabricated Au–Al and Al
Fig. 1 SEM images of the fabricated structures. (a) Schematic illus-
tration of the Au–Al nanoslots; Inset: SEM micrograph of a fabricated
nanoslot; (b) gold–aluminum nanoslot, cross section. A 101 nm gold
layer and a 48 nm aluminum layer are visible. For realizing a cleaner and
more vertical cross section after the FIB milling, a platinum layer was de-
posited above the nanostructures: it is the rough material visible in the
two cross sections, above the layers and inside the slot. (c) Aluminum
ZMW, top view. (d) Aluminum ZMW, cross section. The 103 nm thick
aluminum layer is clearly visible, as well as the platinum layer above.
Fig. 2 Sketch of a section of the ideal and fabricated rectangular Au–Al
(top panels a–b) and of the circular Al (top panel c–d) nanoslot. Near-
ﬁeld intensity distributions of the Au–Al (bottom panels a–b), and Al
nanoslots (bottom panels c–d) (ideal and fabricated) at the experimental
wavelength. The maximum of the colorbar does not correspond to the
ﬁeld maximum. The section planes of the rectangular slots are parallel
to the short axis.
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ZMWs. Notice that all the images are saturated. The colorbar
of each intensity distribution is chosen to render the field-dis-
tribution understandable. The field distributions have been
obtained at 676 nm, since it is the wavelength at which the
experiments have been performed and it is very close to the
resonance of the ideal structure (680 nm). All near-field distri-
butions have been obtained using a plane wave excitation,
with a polarization parallel to the minor axis of the structure.
It is observed that both the Au–Al and the Al ZMWs confine
the field at the bottom of the nanohole. While the Al ZMW
does not produce any field enhancement (to be noted that
with larger diameter a Al ZMW can provide slightly higher
field intensity27), the ideal Au–Al nanoslots yield a maximum
intensity enhancement above 250 at the bottom of the slot. In
contrast, the fabricated structure features a maximum field
enhancement above 75 at the bottom of the slot. These values
are related to the absorption enhancement of a fluorescent
probe-molecule that freely diﬀuses into the considered nano-
structures. In the ESI† we show that a field enhancement
above 120 can be obtained with Ag–Al nanoslots.
Typically, several dyes (emitting at diﬀerent wavelengths)
are used in sequencing applications.8,12,36 The same holds for
FRET, where the donor and the acceptor have diﬀerent exci-
tation and emission wavelengths.37 Hence a plasmonic plat-
form that is capable of enhancing the fluorescence signal in a
broadband energy range could be extremely useful. In the light
of this, in Fig. 3 we have computed the average near-field
intensity enhancement as a function of the wavelength for the
two ZMWs in consideration (see ESI† for the case of Ag–Al).
The computation is done at the glass/water interface, i.e. at the
bottom of the ZMW.
The excitation is a unitary plane wave, polarized along the
minor axis of the structure, within the spectral range between
550 and 900 nm. Similarly to Fig. 2, both the ideal and the fab-
ricated structures are simulated. Looking at the results in Fig. 3,
it is clear that the flared shape of the ZMWs needs to be taken
into account. Even if the qualitative behavior of both structures
is the same, the red-shifted resonant behavior of the flared
structure has some important quantitative eﬀects. In particular,
it decreases the average near-field intensity enhancement of the
ideal plasmonic ZMW from 300 to 100 at 676 nm.
In order to verify the behavior of the plasmonic ZMWs, we
have performed FCS measurements using a solution of Alexa
Fluor 680 dye in water. We have excited the dyes at 676 nm,
which was the closest wavelength to the Au–Al ZMW spectral
maximum that was available for us (see Methods). Note that
water has a relatively large surface tension. As a consequence,
we realized that an oxygen plasma cleaning of the surface had
to be performed on every sample before dropping the fluoro-
phore solution on top of the nanoslots. Oxygen makes the
metallic surface hydrophilic, allowing the fluorophore solution
to enter the nanometric nanoslots. The details about the
plasma treatment and the optical measurements can be
checked in the Methods.
Now, the use of the FCS technique allows us to characterize
each structure by evaluating the reduction of the detection
volume (VR), as well as fluorescence enhancement. Both the
VR and the FE are normalized with respect to the values
obtained for a solution of Alexa Fluor 680 on a cover glass. In
the following, we will refer to the measurements on a cover
glass as the confocal measurements. The confocal measure-
ments have been performed with two diﬀerent concentrations
(C) of the dyes. For each measurement, the temporal
correlation of the fluorescent signal is measured as G(τ) =
〈F(t )F(t + τ)〉/〈F(t )〉2, where F(t ) is the fluorescence signal, τ is
the lag time and 〈〉 indicates time averaging.38 We fitted the
data using a two dimensional Brownian diﬀusion model (see
Methods), obtaining the average number of molecules N and
the average diﬀusion time τd.
38 Then, we computed the count
rate per molecule (CRM) as CRM = 〈F〉/N, and the detection
volume as DV = N/C. The confocal results are summarized in
Table 1.
The CRM is given in thousands of counts per second (kHz)
and the DV is in particles per nM. As expected, CRM and DV
do not vary with the concentration, therefore we averaged out
the results to obtain the values in Table 2.
For our nanostructures, the VR and the FE of a slot
(or ZMW) “i”, were obtained as VRi = DVconf/DVi and FEi =
CRMi/CRMconf, respectively. As mentioned above, we have fab-
ricated several Au–Al slots with diﬀerent sections and volumes.
Using FCS, we have characterized each slots in terms of its FE
and DV. We define each slot by the FIB software parameters
that have been used to fabricate the slots.
Fig. 3 Calculated ﬁeld enhancements, averaged on the glass/water
interface at the bottom of the two nanostructures. (a) Average ﬁeld
enhancement for the rectangular ideal (green) and fabricated (red) Au–
Al nanoslot. (b) Average ﬁeld enhancement for the rectangular ideal
(green) and fabricated (red) Al ZMWs.
Table 1 Confocal measurements for diﬀerent concentrations of Alexa
Fluor 680
C (nM) CRM (kHz) N DV (p./nM)
0.86 2.0 ± 0.9 2.1 2.41
8.6 2.3 ± 0.6 23 2.67
Table 2 Average results for Alexa Fluor 680 confocal measurements
CRM (kHz) DV (p./nM)
2.1 ± 0.5 2.54 ± 0.13
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Three parameters are given concerning three diﬀerent
dimensions (x,y,z). x–y are related to the transverse section of
the slot, and z to the milling time and hence to the depth of
the structure. In order to compare the behavior of the diﬀerent
slots, we compute two parameters, the transverse section area
TS = x·y (nm2), and the volume V = x·y·z (nm3). In Fig. 4, we
show two graphs, where the FE of each slot is plotted as a
function of TS and V. We observed that the nanoslot with FIB
software dimensions (60, 130, 30) nm clearly out-performs the
rest, hence we decided to use it in the fluorescence
experiments.
According to our cross sections (see Fig. 1a), the FIB z para-
meter (30 nm) corresponds to milling the two metallic layers
without significantly aﬀecting the glass substrate, whereas the
(60 130) nm transverse parameters yield a nanoslot with an
actual transverse section of about 45 × 115 nm2 at the water–
glass interface. Notice that these dimensions almost match the
optimized 40 × 110 nm dimensions reported in ref. 33. As for
the Al ZMWs, we have observed that they had an optimum§ be-
havior when their dimensions were set to (D,z) = (60,70) nm in
the FIB software design. According to our cross sections (see
Fig. 1c), these parameters correspond to milling the Al layer
until digging the glass substrate for few nanometers, yielding
a hole of about 50 nm of diameter at the bottom.
A summary of our FCS measurements for the optimized
structures is displayed in Fig. 5. In Fig. 5a, we display represen-
tative fluorescence traces for the Alexa Fluor 680 freely
diﬀusing into the Al ZMWs, the Au–Al nanoslots, and the con-
Fig. 4 Fluorescence enhancement measurements with Au–Al nanoslots. (a) Fluorescence enhancement as a function of the theoretical transverse
section of the slot. (B) Fluorescence enhancement as a function of the theoretical volume of the slot. All experiments have been done using a con-
centration of using of Alexa Fluor 680 of 34 μM.
Fig. 5 FCS measurements in Au–Al and Al ZMWs, as well as confocal reference. (a) Fluorescence time traces of representative samples. Note that
the Au–Al counts have been multiplied times 2.5 for displaying purposes (b) FCS correlation function (dots, raw data; lines, numerical ﬁts). The cyan
traces refer to the confocal reference with a concentration of 86 nM of Alexa Fluor 680; the green traces are obtained with an Al ZMW with a dia-
meter of 60 nm and a depth of 70 nm, using a concentration of 86 μM; the red traces are obtained with an optimized Au–Al ZMW at a concentration
of 34 μM.
§We considered that their behavior was optimum when the field enhancement
was close to 1, and the VR was maximum.
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focal configuration. In Fig. 5b, we plot the autocorrelation
function G(τ) associated to each of the fluorescence traces. As
expected, we observe that the Al and Au–Al ZMWs can be used
at concentrations of the order of tens of μM and still perform
single molecule detection. In Table 3, we summarize the be-
havior of the Al and Au–Al nanostructures.
The FE of the Au–Al ZMW with respect to the confocal case
is 25, and the detection volume has been reduced by 5 orders
of magnitude. The diﬀusion time of the dyes was also reduced.
We observed a 20-fold reduction in the diﬀusion time, which
is consistent with some of the values reported in the litera-
ture.39 We also observe that the FE of the Au–Al slot is 25
times greater than that of the Al ZMW. Furthermore, its detec-
tion volume is comparable to the volume of the Al ZMW. Both
features make the fabricated Au–Al ZMWs good candidates for
performing single molecule detection.
Last but not least, it is worth noticing that the intensity
enhancement obtained in the electromagnetic simulations
cannot be directly related to the expected experimental FE.
There are various reasons for that. In the first place, an
increase in the field enhancement at the excitation wavelength
is related to an increase in the absorption of the molecules.
Nonetheless, this relation is not linear.39 The absorption of
the dyes saturates at a certain excitation power. Given that the
CRM of the Alexa Fluor 680 dyes in the confocal configuration
is already 2.1 ± 0.3, it is likely that the dyes behave non-linearly
if the intensity is enhanced by a factor 100. In the second
place, the intensity enhancement simulated in Fig. 2 and 3
does not correspond to the real intensity enhancement that
the dyes feel in the experiment.
This is due to the fact that the experimental excitation is
not a plane wave. The excitation beam is a tightly focused (the
microscope objective has a NA = 1.49) Gaussian beam. The
tightly focused beam must be taken into account in order to
compute the theoretical increase in the absorbance of the
molecules. In the ESI† we show the near-field intensity
enhancement of the ideal Au–Al ZMW excited by a Gaussian
beam focused down to a spot of 500 nm. It is observed that
the intensity enhancement is significantly reduced. Anyway, in
a real application of this platform, this is not big issue cause a
weakly focused laser beam is typically used to illuminate hun-
dreds of ZMWs for parallel detection. Therefore, the large field
enhancement should be still well maintained. In the third
place, our fluorescence measurements are the result of the
dipolar emission of Alexa Fluor 680 dyes in a tiny ZMW. The
enhancement of the spontaneous emission of dyes, also
known as Purcell factor, does not depend on the field enhance-
ment, but rather on the orientation of the dipoles and the
environment surrounding them.40 That is, the enhancement
of the spontaneous emission rate cannot be estimated with a
near-field calculation. Furthermore, the Alexa Fluor 680 dyes
have a quantum yield of approximately 0.36, which means that
their emission cannot be increased more than three times.
Obtaining huge fluorescence enhancements is easier when
dyes with a very low quantum yield are used.28 Finally, the
presence of a Ti adhesion layer on the glass substrate (see
methods section) also impact on the expected field enhance-
ment as illustrated in ESI.† Nevertheless, despite all the diﬀer-
ences, we still have observed a significant resemblance
between the near-field intensity enhancement computed in
Fig. 2 and 3, and the FE measurements summarized in
Table 3.
Conclusions
We have reported on the fabrication of bilayer nanoslots on a
Au–Al substrate. The fabrication of the nanoslots has turned
out to present some challenges with standard nanofabrication
tools. We did not manage to fabricate plasmonic ZMWs with
flat walls. Instead, the walls of the fabricated slots have a pyra-
midal shape. We have simulated both the ideal and the fabri-
cated structures and compared their near-field intensity
enhancement as well as their spectral properties. The simu-
lations suggest that the Au–Al nanoslots could be used in
broadband applications. Finally, we have characterized the
structures by means of their fluorescence enhancement and
the reduction of their detection volume. We have measured a
reduction of the detection volume by a factor 105, as well as a
fluorescence enhancement of 25. These features demonstrate
that the fabricated Au–Al nanoslots improve the performance
of ZMWs for fluorescence spectroscopy at the single molecule
level. Furthermore, given that the spectral simulations show
that our plasmonic ZMWs have a broadband behavior, we
believe that it could be of great interest for sequencing pur-
poses, where FRET and multiple colors approaches can find
an application.
Methods
Sample fabrication
A 150 µm thick glass slide is used as the substrate. Firstly, the
substrates have been thoroughly cleaned in order to obtain a
smooth metallic surface with the subsequent metal depo-
sition. The substrates have been sonicated in acetone and iso-
propanol, washed in a piranha solution (3 :: 2 H2SO4 :: H2O2)
and thoroughly rinsed in deionized and milliq water. The
metal layers have been deposited by means of electron-beam
evaporation in high-vacuum. A 3 nm Titanium layer has been
used in all the metal configurations to link the glass substrate
with the metallic layers above. This passage has been found to
be critical for avoiding the delamination of the metallic layers
Table 3 Fluorescence enchancement (FE) and volume reduction (VR)
for the optimized slots. The ﬂuorescence enhancement and the volume
reduction are calculated with respect to the confocal case
Nanostructure FE (a.u.) VR (a.u.)
Al 1.3 ± 0.5 120 000 ± 10 000
Au + Al 25 ± 3 110 000 ± 40 000
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once in contact with the fluorophore solution. We expect that
such a thin layer of Titanium slightly aﬀect the optical pro-
perties of our structures (details in ESI†). Titanium has been
evaporated at the rate of 0.3 Å s−1. In the aluminum ZMW
case, a 110 nm aluminum layer has been evaporated, at a
deposition rate of 1.5 Å s−1. In the gold/aluminum ZMW
case, a 100 nm layer of gold has been evaporated at the rate of
0.3 Å s−1 and a 50 nm aluminum layer has been evaporated at
1.5 Å s−1.
In the silver/aluminum ZMW case (see ESI†), a 100 nm
layer of silver has been evaporated at the rate of 1 Å s−1 and a
50 nm aluminum layer has been evaporated at 1.5 Å s−1.
The bilayer is drilled by means of a gallium FIB at an accel-
erating bias of 30 kV, with a dwell time of 1 μs, and with the
ionic current set to a low value (7.7 pA) in order to obtain a
tiny beam and hence narrow structures. Due to the high aspect
ratio of our structures, the actual inner shape of the nanoslots
is not visible by mean of a top view SEM image. Only the
upper, external shape of the nanoslot, at the aluminum–water
interface, results clearly visible and measurable. For evaluating
the milling parameters, both in the vertical and horizontal
planes, several cross sections have been realized on trial slots
on every fabricated sample (Fig. 1a and c). First of all, this
approach allowed us to calibrate the milling time, in order to
reach the glass substrate below the metallic layer, without
digging into the glass. In the second place, it allowed us to
measure the resulting slope of the nanoslot walls. This way we
could calibrate the design of the nanoslot within the FIB soft-
ware in order to obtain the desired rectangular shape with the
optimal simulated dimensions, at the nanoslot bottom inter-
face. Starting from those parameters we have fabricated para-
metric samples where the nanoslots have various dimensions,
in a range centered around the simulated dimensions. We
have followed the same strategy for the Al ZMWs.
Once milled, the samples have been stored in a nitrogen
atmosphere to avoid deterioration.
Before the fluorescence measurements, a 90 seconds
oxygen plasma (100% O2; 100 W) was performed on the
samples, to make the surface hydrophilic, and hence to allow
the water into the nanoslots.
Optical measurements
The experiments are performed on an inverted microscope
with an oil-immersion 1.49NA microscope objective. The light
beam, which enters the microscope through its rear port, is
obtained with a continuous ArKr gas laser operating at λ =
676 nm. Our ArKr laser has many available lines, and λ =
676 nm is the longest one. Before arriving in the microscope,
the beam is filtered by a bandpass filter 676/29 nm. The power
of the laser before entering the rear port of the microscope is
15 μW. The samples that we use for the experiment are held on
a sample holder, which is attached to a micro and a nanoposi-
tioner. The nanopositioner is used to center the sample with
respect to the incident beam. The nanopositioner is also used
to place the sample at the z plane where the fluorescence
counts are maximized. A 60 µL droplet of an Alexa Fluor 680
solution is placed onto the sample. The dyes freely diﬀuse into
the nanostructures. Three filters are used to separate the fluo-
rescence of the dyes from the light reflected oﬀ the sample.
The filters are a dichroic mirror at 685 nm, a longpass filter at
685 nm, and a bandpass filter at 711/25 nm. After the band-
pass filter, a 50/50 beam splitter is used to split the fluo-
rescence light signal into two diﬀerent channels. Then, two
50 mm lenses are used to focus the fluorescence signal onto
two equivalent avalanche photodiodes (APD). The signal of the
APDs is recorded with a time-correlated single photon count-
ing module. The fluorescence trace duration is typically
1 minute, with a binning time of 200 ns. After the detection of
the fluorescence trace, three diﬀerent calculations are carried
out to be able to retrieve the count rate per molecule (CRM).
First, the signals measured by the two APDs are correlated. A
2D translational diﬀusion model is used to fit the correlation
function and obtain the average number of molecules 〈N〉.38
This is a valid approximation of a 3D diﬀusion model when of
the axial size of the observation volume is much larger than its
lateral.41 Second, the average of the fluorescence trace 〈F〉 and
its standard deviation δF are calculated. Finally, the CRM is
obtained as CRM = 〈F〉/〈N〉 ± δF/〈N〉. This operation is per-
formed several times, and the final CRM is obtained as an
average of the diﬀerent CRM measurements for each slot.
Numerical simulations
Numerical simulations based on the Finite-Element Method
implemented in the RF Module of Comsol Multiphysics® were
carried out to investigate the electromagnetic response of an
isolated plasmonic ZMW. The dimensions of the simulated
ZMWs were set according to the average sizes obtained from
SEM investigations. A dielectric constant n = 1.33 was used for
water, and n = 1.5 was set for the glass substrate. The refractive
indexes of Au, Ag and Al were taken from Rakic.42 The model
computes the electromagnetic field in each point of the simu-
lation region, enabling the extraction of the quantities plotted
along the manuscript. The unit cell was set to be 250 nm wide
in both x- and y-directions and 1000 nm along the z-direction,
with perfect matching layers (150 nm thick) at the borders. A
linearly polarized plane wave impinges on the structure from
the water side, with the electric field aligned along the short
axis of the ZMW.
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